If the LDno value for eggs could be increased, dilute suspensions of rickettsiae could be assayed without the tedious and time-consuming microscopic examination of stained smears of yolk sac material. Many investigators have reported increasing the lethality in experimental hosts for a variety of infectious agents by using drugs. In a preliminary effort to increase the lethality of C. burnetii for the chick embryo, four commonly used drugs (prednisone, epinephrine, hyaluronidase, and colchicine) were tested; 0.1-ml volumes of the dose levels shown in Table 1 were inoculated via the yolk sac just prior to inoculation with C. burnetii. Standard LD60 titrations were performed with the use of ten eggs per dilution and with the calculations suggested by Reed and Muench (Am. J. Hyg. 27:493, 1938) .
The use of prednisone and epinephrine was discouraging and was discontinued after two trials. Colchicine was effective at two dose levels, 0.25 and 0.1 pgg per egg, and increased the LD50 value about 2 logs. All greater concentrations of colchicine caused the death of all of the drug control eggs; 1 unit of hyaluronidase gave results equal to but no better than did 0.1 ,ug of colchicine; 2 units caused the death of a few drug controls.
From these screening results, colchicine (0.1 ,ug per egg) was selected for further testing. In five replicate trials in which a whole-egg slurry of C. burnetii was used, the mean log1o LDso values per milliliter were 7.4 4 0.3 with colchicine and 5.1 + 0.4 without colchicine.
The results of assays on materials containing various concentrations of rickettsiae are shown in Table 2 . Increases of 1 to 2 logs were obtained with colchicine. From all assays (excluding the preliminary assays) performed to date, the log1o LD50 value per milliliter has been increased by a mean of 1.8 logs with colchicine.
Egg LD5o values determined with and without colchicine were compared with guinea pig intraperitoneal ID50 (GPIPID50) values (Table 3) .
With colchicine the average increase in egg LD5o value per milliliter was 1.7 logs. With the diluted suspensions having a log1o GPIPID50 of 4.5 per ml, no egg LD5o values were obtained unless colchicine was used.
The work reported here must be considered preliminary, because the drugs and dose levels screened were very limited. However, the results indicate that the lethality of C. burnetii for the chick embryo can be increased. Perhaps a more submerged culture for dipicolinic acid formation from n-decane and n-hexadecane. Both molds grew, though not abundantly, on a mineral salts medium containing the hydrocarbons as the sole carbon source, but only one (strain 2383) produced enough dipicolinic acid to be detected by the Janssen method (Janssen, Lund, and Anderson, Science 127:26, 1958) , and that only on n-hexadecane.
With Penicillium strain 2383, various hydrocarbons were compared by use of a salts medium of the following composition: KH2PO4, 5 g; MgSO4 7H20, 1 g; NaNO3, 20 g; FeSO4.7H20, 1 mg; B (as H3BO3), 10 ,g; Mn (as MnSO4-5H20), 10 MLg; Zn (as ZnSO4 7H20), 70 Mg; Mo (as MoO3), 10 ug; water (distilled), 1,000 ml; the pH was not adjusted.
The hydrocarbons were added aseptically at a 5 % level as the sole carbon source, and incubation was at 30 C in stationary culture. The dipicolinic acid obtained with various hydrocarbons is given in Table 1 , with the formation from glucose included for comparison.
Quantitation of dipicolinic acid in the filtrates NOTES
